[Abstract] During mitosis chromosomes are condensed into dense X-shaped structures that allow for microscopic determination of karyotype as well as inspection of chromosome morphology.
4. Vortex the tube at very low intensity and add drop by drop 1 ml ice cold hypotonic buffer. 8. After the 15 min incubation, transfer 400 μl of the cell suspension from step B5 to the cytofunnel and spin it in a cytospin centrifuge for 5 min at 1,000 rpm corresponding to 113 x g.
9.
Take the slide out of the cytofunnel.
10. To fix the sample on the slide, carefully add 100 μl paraformaldehyde solution to the marked area on the slide and leave for 10 min in the fume hood (the paraformaldehyde should stay as a droplet on the slide).
11. Immerse slides in a Coplin jar with 35 ml KCM buffer for 10 min.
12. Pour out the KCM buffer (hold the slides in place) and then add 35 ml of PBS to the Coplin jar with the slides.
13. Pour out the PBS (hold the slides in place) and then add 35 ml of PBS to the Coplin jar with the slides once again.
Note: At this stage you may store the Coplin jar with slides in PBS in the fridge until next day.
14. After at least 5 min, take out the slides and drain them well.
Note: Slides should be dry, except from the area within the circle. 23. Drain (slides should be dry, except from the area within the circle) and mount round coverslip onto glass slide with 6 μl DAPI-mounting buffer.
24. Seal with a thin layer of nail polish at the edge of the coverslip. See Figure 2 for image of the slide.
www.bio-protocol.org/e2259 25. When the nail polish is dry, store the slides in a slide storage box in the fridge or proceed directly to microscopic analyses of the slides.
Notes:
a. 
Data analysis
Images can be processed and analyzed with Volocity software (PerkinElmer) or ImageJ.
Macrochromosomes suitable for analysis are selected based on the following criteria; they should be in focus, they should not overlie other chromosomes and they should be longer than 2 μm.
Selected macrochromosomes is then analyzed for gaps or breaks and TopBP1 foci localization ( Figure 3 ). Gaps and breaks are defined as areas on chromosomes with no DAPI staining. Many macrochromosomes do not hold TopBP1 foci. When TopBP1 foci are present they can be classified into three categories: I: at chromosome ends, II: at gaps/breaks or III: at internal sites (which corresponds to the remaining foci found on the chromosomes).
